The silyl and boryl directed regiocontrol of benzyne reactions and their theoretical analyses using density functional theory (DFT) are described herein. The Diels Alder reactions of both 3 silyl and 3 borylbenzynes with substituted furans and the [3 2] cycloadditions of 3 silylbenzynes with 1,3 dipoles predominantly produced distal cycloadducts, whereas the [3 2] cycloadditions of the borylbenzynes exclusively produced proximal cycloadducts. Moreover, primary amines selectively underwent nucleophilic addition reactions at the more hindered ortho position of the silyl group of the benzynes. The origin of these anomalous regiochemistries was theoretically evaluated using the natural bond orbital and reaction pathway analyses including the transition states of these reactions. On the basis of DFT calculations, it is proposed that the reactions of the borylbenzynes were controlled by the electrostatic effect of the boryl group, whereas those of the silylbenzynes were primarily governed by the steric effect of the silyl group.
Introduction
o Benzyne, which is formally generated by the abstraction of two adjacent hydrogen atoms from benzene, has been long known as one of the most important reaction intermediates in organic synthesis and has been extensively studied. 1 Although the existence of this molecule as a highly reactive intermediate was a mere speculation around a century ago, 2 its existence was later con rmed, 3 and then, it has been proven to be isolable in a matrix at low temperature. 4 The distortion of the triple bond in the six membered ring system of benzyne triggers its distinctive reactions, among which the Diels Alder (DA) reactions have been extensively utilized to build benzo fused ring systems in single steps. 1 Since the development of the uoride ion mediated mild preparation of benzyne from o (trimethylsilyl)phenyl tri ate by Kobayashi and co workers, 5 a wide variety of unprecedented benzyne reactions, such as transition metal catalyzed reactions, 1b insertion reactions, 1 and multi component coupling reactions, 1c have been developed ( Figure 1 ). 1 Therefore, it is clear that benzyne chemistry is now in another rapidly developing era and has been attracting the interest of synthetic, organometallic, bioorganic, and medicinal chemists.
Benzyne chemistry has nevertheless been plagued by a serious long recognized problem in that the reactions of unsymmetrically substituted benzynes generally produce mixtures of two possible regioisomers in varying ratios. For example, the DA reactions 6 of benzynes appended with an alkyl (R 1 Me, t Bu, Table 1 , entries 5 and 6), 7a ,b a carbamoyl (R 1 CONEt 2 , entry 7), 7c or a nitro group (R 1 NO 2 , entry 8) 7g at the 3 position provided mixtures of the proximal and distal adducts in varying ratios, and their regioselectivities were hardly predictable, although those having inductively electron withdrawing groups, such as uoro (R 1 F, entries 1 and 2) 7d and alkoxy groups (R 1 OMe, entries 3 and 4), 7e,f produced cycloadducts with good to excellent proximal selectivities.
Experimental and Theoretical Studies on Regiocontrol of Benzyne Reactions Using Silyl and Boryl Directing Groups
Takashi Ikawa, 1 Hiroaki Tokiwa, 2 and Shuji Akai The use of semi metallic silyl and boryl substituents as regio directing groups has become one of the major tools in various reactions. 8, 9 In the case of benzyne reactions, Suzuki and co workers rst reported the regioselective cycloaddition reactions of 3 silylbenzynes with nitrones. 10, 11 Herein, we present our very recent results on the regiocontrol of benzyne reactions using silyl 12,13a and boryl groups. 14, 15 Given that the silyl and boryl substituents of the products can be converted into a variety of carbon , oxygen , and nitrogen substituents, the current method provides a new and reliable alternative means of synthesizing multisubstituted aromatic compounds. The mechanism underlying the regioselective reactions of the silyl and boryl benzynes is also discussed herein based on DFT calculations.
Experimental Results

Diels Alder Reactions of 3 Silylbenzynes with Furans
Based on our interest in the development of a new method of synthesizing 1 arylnaphthalenes and their derivatives, 16 the DA reaction of 3 phenylbenzyne 5α, generated in situ by the treatment of a precursor 1α with n BuLi at 78 , and tert butylfuran 4a was preliminarily investigated. The reaction gave rise to a mixture of two regioisomers, distal 8αa and proximal 8αa, in 70% total yield; however, the regioselectivity was quite low (distal/proximal 43:57, Table 2 , entry 1). Considering another of our experimental results (distal 9βa/proximal 9βa 63:37, Table 2 , entry 2) and other reports, 17 it appears that simple steric bulkiness was largely ineffective for controlling the regiochemistry of the DA reaction of the benzynes.
The focus was subsequently turned to 3 silylbenzynes 10, 11 as substrates for the synthesis of 1 arylnaphthalenes, given that the lower electronegativity of silicon relative to that of carbon (Allred Rochow electronegativities, Si: 1.7, C: 2.5) should exert an electrostatic effect on the benzyne nucleus, thereby producing a distinction between C1 and C2, thus enabling control of the regiochemistry of the DA reaction. The possible transformation of the silyl groups to various aryl groups using Hiyama couplings 18, 19 was another motivating factor for examining the use of 3 silylbenzynes as new dienophiles for the DA reaction. Combination of the DA and Hiyama reactions was expected to enable the regioselective synthesis of various 1 arylnaphthalenes and their derivatives.
The initial reaction of 3 (trimethylsilyl)benzyne 7Aγ , generated in situ from the precursor 3Aγ using n BuLi, and 4a predominantly generated the distal adduct distal 10Aγ a along with proximal 10Aγ a (distal/proximal 98:2) in 63% total yield (Table 2 , entry 3). Similar reactions of 3 (tert butyldimethylsilyl)benzyne 7Bγ and 3 (allyldimethylsilyl)benzyne 7Cγ respectively furnished distal 10Bγ a and distal 10Cγ a as exclusive products (entries 4 and 5). These data provide conclusive evidence that the silyl groups have an outstanding ability to effectively control the regioselectivity of benzyne reactions.
The scope and limitation of the distal selective DA reaction of variously substituted 7B or 7C and furans 4 were explored ( Me) also induced distal selectivity (for details, see Scheme 4). Various functional groups, such as uoro, methoxy, (tetrahydropyranyl)oxy, trimethylsilyl, and tributylstannyl groups, were tolerated under the given reaction conditions.
In contrast, similar reactions of 4 methoxy 2 siloxyfuran 11 with 7B or 7C respectively generated proximal 12B or 12C as the predominant products. Because these adducts were Table 2 . DA reactions of benzynes 5 7 with 2 (tert butyl)furan 4a. The Hiyama coupling of distal 10B with aryl iodides was achieved via intramolecular activation of the silyl group. 20 Following the regioselective 1,4 epoxy ring opening of distal 10B using TsOH, 21 the phenolic hydroxyl groups were coordinated to the silicon atom at the peri position under basic conditions, which promoted the coupling reactions with aryl iodides to give 1 arylnaphthalenes 16. Thus, the coupling reaction proceeded without the use of a uoride ion (Scheme 1, Eq. 1). 22 The fact that the silyl group was transferred to the neighboring oxygen atom during the reaction indicated the formation of pentacoordinate silicate intermediates. This is the rst example of the Hiyama coupling using the robust (tert butyldimethylsilyl)arenes. 23 Other useful transformations of distal 10 for the synthesis of multisubstituted naphthalene derivatives are also shown in Scheme 1. The TMSI promoted desilylation and epoxy ring opening of distal 10B provided 1 naphthol 17 (Eq. 2). 1,8 Dihydroxynaphthalenes 18, 24 which had previously been difcult to synthesize, were obtained by the Tamao oxidation 25 of distal 10C, followed by the regioselective epoxy ring opening (Eq. 3).
Diels Alder Reactions of 3 Borylbenzynes with Furans
and Pyrroles The potential of boronic acids and boronates not only as synthetic intermediates 26 but also as functional molecules 27 and drug candidates has garnered signi cant attention. 28 Thus, ef cient synthetic protocols for generating aryl boronic acids have been sought by organic chemists. The approach to the novel synthesis of aryl boronates used by the authors was based on the construction of carbon frameworks from benzynes containing boronic functionalities. However, prior to the initiation of this project, there had been no prior reports of borylbenzynes.
Initially, the preparation of 3 silylbenzynes 7 was applied to the preparation of 3 borylbenzyne 21γ (R 1 Bpin, R 2 Me), and its generation was evaluated by the DA reaction with n butylfuran 4b. However, the use of various alkyllithiums resulted in low yields of the cycloadduct 22γ b (R 1 Bpin, R 2 Me). Extensive trials revealed that the ef ciency of 21α generation was signi cantly enhanced by the reaction of 2 boryl 6 iodophenyl tri ate 20α (R 1 Bpin, R 2 H) with i PrMgCl LiCl 29 in Et 2 O at 78 , which produced a 90:10 mixture of distal 22αb and proximal 22αb in 88% total yield (Table 5 , entry 2). Such a high distal regioselectivity of the DA reaction of 21 was noteworthy considering that a similar reaction of tert butylbenzyne 6γ (R 1 t Bu, R 1 Me) prepared Table 4 . DA reactions of 3 silylbenzynes (7B or 7C) with 4 alkoxy 2 siloxyfuran 11. from 19γ produced a 1:1 mixture of distal 9γ b and proximal 9γ b (Table 5 , entry 1). The use of an alternative precursor, 20α , in which the positions of the iodo and sulfonyloxy groups were interchanged, generated a mixture of distal 22αb and proximal 22αb in the same ratio (distal 22αb/proximal 22αb 91:9, entry 3) as that of entry 2, although the total yield of 22αb was lower than that from 20α. These results provided strong evidence to support the formation of the borylbenzyne 21α.
The invention of the benzyne precursor 20 also offered the added bene t of facilitating the preparation of precursors with various labile functional groups without the use of strong bases such as n BuLi. 30 Thus, the DA reaction of various borylbenzynes 21, generated from 20, with 2 substituted furans 4 was investigated (Table 6 ). Under the optimized reaction conditions, the cycloaddition products 22 (X O) were produced in 40 99% yields with high distal selectivities (distal 22/proximal 22 82:18 to 99:1, entry 1). Substituents such as ester, acyl, cyano, and bromo groups, were compatible under the reaction conditions. Surprisingly, the reaction of 4 appended with either an electron withdrawing (R 2 CO 2 Me) or an electron donating (R 2 OMe) group at the 2 position resulted in similar distal selectivities (entry 1). Similar reactions with N protected pyrroles 23 also produced cycloadducts 24, in which the distal adducts were again major products (entry 2). These results represented the rst examples of regioselective DA reactions of substituted benzynes and pyrroles 23.
31
Interestingly, 20γ reacted with either 3 methylfuran 4c or 3 methylpyrrole 23c to produce the corresponding products, proximal 22γ c and proximal 24γ c, with high regioselectivities, in which the methyl group derived from 4c and 23c was located close to the boryl group (Scheme 2). This high level of regioselectivity is outstanding compared with the known DA reactions of substituted benzynes and 3 substituted furans. The boryl group of distal 22γ was transformed into amino (Scheme 3, conditions A) and hydroxyl groups (conditions B), while leaving the 1,4 epoxy 1,4 dihydronaphthalene frame intact. Following the acid catalyzed isomerization of distal 22γ and distal 24γ, Suzuki Miyaura coupling with aryl iodides gave the biaryl compounds 27 and 28 (Scheme 3). Thus, this series of reactions, namely, the regioselective DA reaction of the borylbenzynes 21 and the transformation of the boryl group of the adducts, provided a reliable method for the synthesis of multisubstituted benzo fused compounds.
Differences between 3 Silylbenzynes and
3 Borylbenzynes in Diels Alder Reactions with Furans As discussed above, in this work, we have demonstrated that silyl and boryl groups effectively control the regioselectivity of the DA reactions of benzynes with furans and with pyrroles. Here, we present a brief comparison of the regioselectivities of the DA reactions of silylbenzynes 7Bγ with those of borylbenzynes 21γ (Scheme 4). The reactions of both 7Bγ and 21γ with 2 substituted furans (4a and 4d) preferentially generated the distal adducts 10Bγ and 22γ, in which the larger R 2 substituent of 4 exhibited the higher distal selectivities. On the other hand, we found the following differences between the reactions of 7Bγ and those of 21γ . (1) Whereas the steric bulkiness of the substituent of 4 (t Bu vs. Me) exerted a marked in uence on the regioselectivity of 7Bγ, the steric effect of the substituents of 21γ was less pronounced (Scheme 4, Eq. 1). (2) The reaction of 3 methylfuran 4c with 7Bγ preferentially furnished the distal adduct 10Bγ c (distal/ proximal 67:33), whereas the reaction with 21γ selectively produced proximal 22γ c (distal/proximal 13:87) (Eq. 2). (3) Although the reaction of 7Bγ with 2 methoxyfuran 4e preferentially produced 29Bγ e with low selectivity (29Bγ e/31Bγ e 62:38) after immediate opening of the 1,4 epoxy ring of the cycloadducts, a similar reaction of 21γ with 4e exclusively provided 30γ e (Eq. 3). These results clearly demonstrate that the effect of the silyl group on the regioselectivity of the DA reactions is different from that of the boryl group; the former appears to be caused mainly by steric factors, and the latter, by electrostatic factors.
[3 2] Cycloadditions of 3 Silylbenzynes and 3 Borylbenzynes with 1,3 Dipoles
33a this research area has developed rapidly. 33 However, the reactions of unsymmetrically substituted benzynes generally generated mixtures of two regioisomers with low selectivities.
32d With this background, we addressed the issue of the regiocontrolled synthesis of benzo fused heteroaromatics using the silyl 7 and borylbenzynes 21.
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Because the abovementioned methods for generation of 7 and 21 were not applicable to the [3 2] cycloaddition reactions with various 1,3 dipolar compounds, the initial challenge was the development of milder and more effective conditions using other benzyne precursors. Extensive studies nally revealed (Table 7) demonstrated that the reactions of 7 with 34 and 35 selectively produced distal products (37 and 38) (entries 1 and 3), whereas similar reactions of 21 generally provided proximal products (41 and 42) (entries 2 and 4). These complementary selectivities provide useful protocols for the preparation of both regioisomers of a range of benzo fused heterocycles.
Some other features of these reactions are worth noting. 34 are the only exceptions; both reactions exhibited the same regioselectivity to give distal 39Aγ and distal 43γ exclusively (entries 5 and 6), whereas all other reactions of 7 and 21d with 1,3 dipoles (34 and 35) exhibited opposite selectivities (entries 1 4).
The developed methods were then applied to the synthesis of vorozole 45, an aromatase inhibitor, 35 and its regioisomer 47. Starting from suitably functionalized precursors (33Bε and 40ε), distal 37Bεb and proximal 41εb were respectively obtained, each with high regioselectivity. These adducts were easily converted into 45 and 47, respectively (Scheme 5). Therefore, the complementary synthesis of diverse benzo fused heterocycles such as distal 37 and proximal 41 should serve as useful synthetic tools for drug discovery.
Nucleophilic Addition to 3 Silylbenzynes
The silyl group also produced the regioselective nucleophilic addition of primary amines 48 to 7A. 13 Despite possible steric repulsion between the approaching 48 and the bulky trimethylsilyl group, the reaction occurred preferentially at the 2 position of 7A to furnish ortho 49A (Scheme 6). This unique ortho selectivity was widely demonstrated by the reactions of various 7A with 48, and a range of functional groups such as uoro, chloro, silyloxy, furyl, hydroxyl, amino, and carbamoyl groups, were tolerated.
Discussion
The origin of the regioselectivities in the DA reactions, [3 2] cycloaddition reactions, and nucleophilic addition reactions of silyl and boryl benzynes (7 and 21) were theoretically evaluated based on DFT calculations at the B3LYP/6 31G(d) level using the Gaussian09 program package. 36 Initially, the electron densities at C1 and C2 of some 3 substituted benzynes (7Aα, 7Bα, 7Bγ, 7Dα, 21α, 21γ, 50, 51 , and 6α) were calculated using the natural bond orbital (NBO) method 37,38 in order to evaluate the electrostatic effect of the substituents. It was found that the electron densities at C1 of 7s and 21s were higher than those at C2, whereas those of 50 and 51 exhibited the opposite trend. In the case of 6α, these two carbons had almost the same electron density. On the other hand, the substituents (H and Me) at the 5 position of benzynes had little in uence on the electron densities (Figure 2 ). In a similar manner, it was found that alkyl and alkoxy groups at the 2 position of furans 4a, 4d, 4e, and 4f enhanced the electron density at C5 compared to C2, and the presence of a methoxycarbonyl group made C5 more electron de cient. The electrostatic interactions between benzynes (7Bγ and 21γ ) and furans (4d and 4e) roughly account for the experimentally favorable orientation of their DA reactions (Figure 3) . However, this explanation is inadequate to describe a similar interaction between 21γ and 4f for the preferential formation of distal 22γ f. The DA reaction of 21γ and 4f was also evaluated based on theoretical analysis using the frontier orbital theory; 39 however, the HOMO LUMO interaction of these reactants did not provide an adequate platform for understanding its anomalous orientation. These results clearly indicated that the electrostatic and/or orbital interaction of the reactants were not suf cient for a global and quantitative explanation of the experimental regioselectivity.
In order to rationalize the origin of the regioselectivities, reaction pathway analysis of the DA reactions, including the transition states (TSs), 40 was subsequently executed. The TS could be determined for nine reactions of silylbenzynes 7B with 4. For example, distal TS10Bγ d leading to distal 10Bγ d is 0.82 kcal/mol lower than proximal TS10Bγ d leading to proximal 10Bγ d, which theoretically indicates an 80:20 distal selectivity ( Figure 4A ) and is in excellent agreement with the experimental result (distal 10Bγ d/proximal 10Bγ d 80:20, Scheme 4, Eq. 1). We could also identify the TSs for fourteen reactions of borylbenzynes 21 with either 4 or pyrroles 23. All theoretical distal to proximal ratios of the adducts (10 and 22) based on the potential energy differences between distal TSs and proximal TSs were in good agreement with the experimentally determined ratios. Thus, the reliability of the theoretically determined TSs was deemed acceptable. These results also suggested that the regioselectivities of the DA reactions were critically controlled by the TSs.
In order to further evaluate the origin of the regioselectivities, the structures of these TSs were extensively characterized. They were also compared with the TSs of the DA reactions of 7 or 21 with unsubstituted furan 4g as standard references. The following ndings are noteworthy: (1) The results of characterization of the TSs (TS10Dαg, TS10Aαg, TS10Bαg, and TS22αg) of the DA reactions of some silyl (7Dα, 7Aα, and 7Bα) and boryl benzynes 21α with unsubstituted furan 4g, including vibration, indicated that all reactions proceeded via the non synchronous concerted mechanism ( Figure 5 ). Although the charge distribution of silylbenzyne 7Aα and that of borylbenzyne 21α are quite similar (Figure 2 ), the structures of TS10Aαg and TS22αg are very different. In the case of TS10Aαg, the distance between C2 of 7Aα and 4g is longer than that between C1 and 4g, whereas in TS22αg, the distance between C2 of 21α and 4g is much shorter than that between C1 and 4g ( Figure 5 ). The structures of TS10Aαg and TS10Bαg show a large steric repulsion between the silyl groups and the hydrogen of 4g, while the structure of TS22αg clearly re ects the inherent electron density of 21α.
(2) In proximal TS10Bγ d and TS10Bγ a ( Figures 4A and  4B ), the steric repulsion between the silyl group and the substituents at the 2 position of furans (4d or 4a) is even greater, thus enlarging the potential energy difference between the distal and proximal TSs. In particular, in proximal TS10Bγ a bearing the bulkier t butyl group, the potential energy difference is much larger. On the other hand, in the case of borylbenzynes 21γ ( Figures 6A and 6B ), the structural difference between proximal TS22γ d and proximal TS22γ a is relatively small, and the potential energy differences between the distal and proximal TSs are also small. These contrasting results clearly indicate that the regioselectivities of the DA reactions of the silylbenzynes 7 are mainly determined by the steric repulsion between 7 and 4 in addition to their inherent electrostatic interactions, whereas those of borylbenzynes 21 are mainly determined by their electrostatic interactions with 4.
(3) The DA reaction of borylbenzyne 21γ with 2 methoxyfuran 4e and that with 2 (methoxycarbonyl)furan 4f were both distal selective (Table 6 , entry 1), among which the latter cannot be accounted for by the electrostatic interaction between 21γ and 4f ( Figure 3 ). In proximal TS22γ f ( Figure 6D ), which is electrostatically more favorable than distal TS22γ f, the length (2.64 Å) of the forming bond at the 2 position of 21γ is much shorter than those in proximal TS22γ a (2.94 Å) and proximal TS22γ e (2.93 Å) ( Figures 6B and 6C) . Therefore, proximal TS22γ f is susceptible to the large steric repulsion between the boryl and the methoxycarbonyl groups and is (Fig. 6A ), 2 tert butylfuran 4a (Fig. 6B ), 2 methoxyfuran 4e (Fig. 6C) , and 2 (methoxycarbonyl)furan 4f (Fig. 6D) ].
quite unstable. Consequently, the alternative distal TS22γ f, which is electrostatically less favorable, becomes relatively more stable. The TSs (TS53, TS37Aγ c, TS37Dγ c, and TS41γ c) of the [3 2] cycloaddition reactions between benzynes (52, 7Aγ, 7Dγ, and 21γ ) and benzyl azide 34c (Figure 7) were also analyzed. TS53 shows the nature of the electrostatic interaction between 5 methylbenzyne 52 and 34c, in which the bond distance (2.41 Å) between the internal nitrogen of 34c and the carbon of the benzyne is shorter than that (2.77 Å) between the terminal nitrogen and the carbon of the benzyne ( Figure 7A ). Proximal TS37Aγ c, in which the distance (2.51 Å) between the internal nitrogen and the C2 of the benzyne is greater than the corresponding distance in TS53, demonstrates that there is a very large steric repulsion between the trimethylsilyl group and the benzyl group ( Figure 7B ). This makes the electrostatically favorable proximal TS37Aγ c less stable than distal TS37Aγ c, thereby resulting in the preferential production of distal 37Aγ c. The potential energy difference (1.11 kcal/mol) corresponds to 87:13 distal selectivity, which is reasonable in the context of our experimental result (distal 37Aγ c/proximal 37Aγ c 77:23). Analysis of two TSs (distal TS37Dγ c and proximal TS37Dγ c) derived from a virtual benzyne 7Dγ possessing a SiH 3 group demonstrated that the potential energy difference between these two TSs was very small (0.14 kcal/ mol) ( Figure 7C ). These results suggest that the steric bulkiness of the silyl groups has a signi cant adverse in uence on the electrostatically favorable proximal TSs, and that steric repulsion is the governing factor for the production of distal adducts in the [3 2] cycloaddition reaction of 7.
In the [3 2] cycloaddition reaction of 21γ with 34c, proximal TS41γ c is 2.58 kcal/mol lower than distal TS41γ c (Figure 7D) , which theoretically corresponds to 1: 99 proximal selectivity and is in good agreement with our experimental result (distal 41γ c/proximal 41γ c 1: 99). The structure of proximal TS41γ c, where the electrostatic combination of the reacting atoms is well matched, is very close to that of TS53 ( Figures 7A and 7D ). This implies that the boryl group exerts little adverse steric effect on proximal TS41γ c and governs the formation of proximal 41γ c.
The DFT analyses of the ground and transition state structures of the benzyne reactions proved to be quite effective for quantitative interpretation of the intriguing and characteristic properties of the silyl and boryl groups. The electrostatic attractive interactions of the two reactants and the steric repulsion between the approaching substituents were found to be the most signi cant factors dominating the regioselectivities. Thus, the DA reactions of both silyl and borylbenzynes were controlled by the synergy of the electrostatic and steric effects. On the other hand, in the [3 2] cycloaddition reactions, the silylbenzynes were determined to be more susceptible to steric effects, whereas the reactions of the borylbenzynes were more electrostatically dominated.
Conclusion
A novel method for the regiocontrol of benzyne reactions was developed using silyl and boryl substituents. Similar regioselectivities were observed in the DA reactions of both silyl and borylbenzynes. On the other hand, complementary regioselectivities were exhibited by these two species in the [3 2] cycloaddition reactions. Given that the silyl and boryl groups of the products are convertible into carbon , oxygen , and nitrogen substituents as well as hydrogen, the developed protocol serves as a useful preparation strategy for developing multisubstituted benzo fused compounds. The regioselectivities of these reactions were quantitatively interpreted on the basis of analysis of the transition state structures obtained from DFT calculations, revealing that steric effects governed (Fig. 7B) , 7Dγ (Fig. 7C) , and 21γ (Fig. 7D) ].
the reactions of the silyl groups, whereas the reactivity of the boryl group was exclusively governed by electrostatic effects. Thus, the current account provides insight into certain longstanding problems related to the regioselectivity of benzyne reactions. However, the selectivities and reactivities of other benzynes remain uninvestigated. Further studies towards these goals are currently underway in our laboratory.
